Transduce 25 million cells with Cas9 / gRNAs to generate U937 mutant library Select for stable Cas9/gRNA integration Challenge with 0.5 μg/ml αHL for two weeks & analysis of enrichment by high-throughput sequencing
Supplementary Figure S2. CRISPR screen approach
25 million cells were transduced with a lentiviral CRISPR library containing 120,000 different gRNAs at an MOI of 0.3-0.5. The cells were selected for stable viral integration with 2.5 µg/ml puromycin. After treatment with 0.5 µg/ml αHL or 10 ng/ml diphtheria toxin for 2 weeks, DNA was isolated and individual abundance of gRNAs compared to untreated CRISPR librarytransduced cells was analyzed. 
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